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AB This invention relates to an expression cassette for expressing 
polypeptides in eukaryotic cells using alternative splicing. An 
expression vector that uses a single promoter to drive transcription of an 
mRNA encoding two components of a heterooligomeric protein is described. 
Downstream of the promoter is a 5 ' -untranslated region, a 
donor splice site, an intron, and an acceptor splice 

site. This is followed by the coding region for one of the proteins of 
the complex and a second acceptor splice site. Immediately downstream of 
this is the coding region for the second protein, and an internal ribosome 
entry site (IRES.) . The IRES is adjacent to a selectable 
marker gene that is transcribed from the same promoter. 

The 3 '-end of the expression cassette includes a 3 ' -untranslated region 
with a unique polyadenylation signal. Selection of splice acceptor sites 
to give different ratios of the upstream and downstream gene products is 
demonstrated for CHO, HeLa, and 3T3 cells. 
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Reporter gene vectors that can be used to identify genes expressed during 
cell differentiation are described. The vectors use a promoterless gene 
for a recombinase and a reporter gene, typically for a green fluorescent 
protein, under control of a promoter specific for a cell type. The 
recombinase gene is flanked by sites that will block expression of the 
reporter gene as long as the intact vector is integrated into the genome. 
The vector is integrated randomly into the host cell genome. If the 
recombinase gene integrates at a site where it is under the control of a 
promoter regulated by cell dif f erentation, then expression of the 
recombinase gene upon differentiation will lead to its excision. This 
results in expression of the reporter gene when the cells reach the stage 
at which the promoter regulating it is used. The reporter gene also acts 
as a label for identification of the promoter. If a gene for a 
fluorescent protein is used, then these cells can be selected by 
fluorescence-activated cell sorting. 




